The success of immunotherapy against infectious diseases has shown us the powerful potential that such a treatment offers, and substantial work has been done to apply this strategy in the fight against cancer. Cancer is however a fiercer opponent than pathogen-caused diseases due to natural tolerance towards tumour associated antigens and tumour-induced immunosuppression. Recent gene therapy clinical trials with viral vectors have shown clinical efficacy in the correction of genetic diseases, HIV and cancer. The first successful gene therapy clinical trials were carried out with onco(-)retroviral vectors but oncogenesis by insertional mutagenesis appeared as a serious complication. Lentiviral vectors have emerged as a potentially safer strategy, and recently the first clinical trial of patients with advanced leukemia using lentiviral vectors has proven successful. Additionally, therapeutic lentivectors have shown clinical efficacy for the treatment of HIV, X-linked adrenoleukodystrophy, and -thalassaemia. This review aims at describing lentivectors and how they can be utilized to boost anti-tumour immune responses by manipulating the effector immune cells.
Introduction
Cancer represents a significant health burden, especially in developed countries, and one of the priorities of the medical sciences is to find new and more targeted therapies. One of these strategies has utilized gene therapy techniques to enhance the natural anti-tumour activities of the immune system. Briefly, gene therapy aims at modifying the functions of cellular targets by the introduction of therapeutic genes or silencing of disease-causing genes. The overall objective for cancer immunotherapy is to enhance tumour-associated antigen (TAA) presentation to effector cytotoxic T cells, and gene therapy techniques can be used to manipulate the functions of anti-tumour effector cells. The success of gene therapy depends on the efficient, stable, and targeted incorporation as well as adequate expression of transgenes [1] . During the last decades several methods have been applied to deliver therapeutic/antigenic genes to increase anti-tumour immune responses [2] [3] [4] and these are extensively reviewed elsewhere [5] [6] [7] [8] . Nevertheless, a popular strategy is the use of virus-derived vectors to introduce genes of choice into target cells. From these vectors, one of the most widely used virus vector is the one based on the human immunodeficiency virus 1 (HIV-1) lentivirus.
Gene therapy has moved from experimental models to its medical application quite rapidly during the last decade. The first gene therapy human clinical trials that could be considered a clinical success were performed with -retrovirus vectors, exemplified in the study published in 2000 by Cavazzana-Calvo [9] . They successfully corrected severe combined immunodeficiency (SCID)-X1 in 11 children using a mouse leukemia virus-based vector (MLV) as the gene transfer vehicle. However, the appearance of leukemia in a significant number of treated children due to insertional mutagenesis was a major setback. The integration of the therapeutic retroviral vector genome close to proto-oncogenes led to their upregulation in corrected T cells, resulting in uncontrolled T cell clonal amplification. These serious genotoxic effects were not limited to this particular clinical trial and other serious outcomes have been observed at least for the correction of chronic granulomatous disease. In recent years, lentiviral vectors (lentivectors) have been applied in human therapy replacing -retrovirus vectors as they seem to be less genotoxic and therefore might represent a safer option.
In the case of cancer immunotherapy, the objective is not to correct a genetic/metabolic disease, but rather to enhance anti-tumour immune responses by genetic manipulation of cells from the immune system. Cancer immunotherapy is in fact benefiting from gene therapy as immune cells can be relatively easily modified to increase their anti-tumour activities. In addition, gene therapy is already being applied in human therapy and this will facilitate the application of virus vectors such as lentivectors for the treatment of human cancer [9, 10] .
Lentiviruses and Lentiviral Vectors

Lentiviruses
Viruses are obligate intracellular parasites, which efficiently deliver their DNA or RNA to host cells in order to introduce their own genes and hijack the cell's metabolic machinery for their own replication. This property can be taken advantage of by using recombinant DNA cloning techniques to remove pathogenic genes and replace them by therapeutic ones. Virus-based gene vectors have been engineered from a wide variety of virus species, including adenoviruses, herpes viruses, retroviruses, and lentiviruses. Nevertheless, vectors derived from the retroviridae family are nowadays among the most widely used. The retroviridae family comprise a group of positive-sense single-stranded (ss) RNA diploid viruses, roughly spherical in shape ( Figure 1A) , which stably integrate a cDNA copy of their RNA genome into the host cell chromosomes by use of reverse transcription and integration. This characteristic makes them ideal gene carriers to genetically modify target cells, leading to stable, long-term transgene expression. According to their genome organization, the retrovirus family is subdivided in simple and complex retroviruses. Their genomes share a similar organization from the 5' to the 3' end, consisting of the genes gag, pol, and env. The structural proteins are encoded by gag as a polyprotein (matrix, capsid, nucleocapsid domains). The enzymes involved in reverse-transcription, integration, maturation, and replication (reverse transcriptase, integrase, and protease) are encoded by the pol gene. The viral envelope glycoprotein that covers the viral particle and confers its cell and tissue tropism is encoded by env. Examples of simple retroviruses are the onco (-) retroviruses, such as MLV. Complex retroviruses, such as HIV (human immunodeficiency virus), contain a series of accessory genes linked to pathogenesis, virulence, and regulation of gene expression [1] ( Figure 1B ). In addition to these, retroviruses contain other cis-acting RNA elements to regulate gene expression, reverse transcription, genome packaging and particle assembly ( Figure 1B ). Below the envelope, there is a protein shell formed by matrix proteins (MA), which encloses the nucleocapsid (NC) made of the RNA genome complexed to nucleocapsid proteins. The nucleocapsid, matrix, HIV-1 enzymatic proteins, and cellular proteins form the conical HIV-1 core. (B) The HIV genome organization is shown in this scheme from 5' to 3' end as found in the integrated provirus. The 5' long-terminal repeat (LTR) is subdivided in three functional regions; the U3 (HIV promoter), the R and U5 regions, involved in RNA replication and transcription. The 5' LTR is followed by the packaging signal (), which directs the specific packaging of the HIV genome into the lentivirus particles, and the Gag-Pro-Pol and Env genes. The distribution of the HIV-1 regulatory/virulence accessory genes Vif, Vpr, Vpu, nef, rev, and tat is also shown. RRE represents the rev-response element.
The retrovirus life cycle ( Figure 2 ) starts with the specific binding of the viral envelope glycoprotein to the corresponding receptor on the host cell. There is a wide range of distinct cell receptors to which different species of retroviruses bind to. Examples are the aminoacid/ionic transporters in the case of several -retroviruses and CD4/co-receptors in the case of HIV-1 [11, 12] . After binding, the virus particle can either directly enter the cell or enter by endocytosis. Association of the viral envelope with its corresponding receptor triggers a conformational change in the viral envelope glycoprotein that exposes a fusion peptide [13] . The fusion peptide inserts itself into the cell (or endosomal) membrane, triggers the fusion between the cell and viral membranes, and results in the release of the viral core into the host cell cytoplasm. In the cytoplasm the two ssRNA copies are reverse transcribed within the viral core into a single dsDNA. In the case of lentiviruses, the core is actively transported into the cell nucleus [14] . In contrast, simple retroviruses require the disassembly of the cell nucleus during mitosis so that their dsDNA can be integrated into the host cell chromosomes [15] . This ability to transduce non-dividing cells represents one of the major advantages of lentivirus-based vectors over retrovirus vectors.
Once the dsDNA is integrated within the host cell DNA, the virus promoter (U3 region of the LTR) directs virus gene transcription. mRNAs encoding structural and enzymatic proteins are translated in the cytoplasm and the untranslated full-length viral genomic RNA transcript is subsequently packaged and assembled into viral particles. The specific virus genome packaging is mediated by recognition of the packaging signal by the nucleocapsid domain of gag. The genomic RNA complexed to gag assembles at the plasma membrane by interacting with the C-terminus of env. Finally, infectious particles bud off the host cell and restart the retroviral life cycle [1, 16] .
Lentivectors
Retroviruses are effective gene carriers leading to long-term gene expression. Therefore it is not surprising that they were among the first viruses to be modified as gene transfer agents to mammalian cells in biomedical research [17] . In the 1980s MLV-based retroviruses were extensively used in research and in the 2000s they were successfully (albeit with severe genotoxicity) applied in human gene therapy [9] . Several modifications had to be introduced to transform them into safe gene carriers, particularly for medical applications. In this review we will summarize the modification steps for the engineering of lentivectors as these have been developed more recently and their use in gene therapy has been steadily increasing since the 1990s [18] .
Retrovirus vectors and lentivectors were initially cloned as full-length infectious cDNAs, in which only the env gene was deleted and provided in trans by co-transfecting a second plasmid or using stable packaging cell lines expressing the structural proteins [17, 19] . Their biosafety was increasingly improved by the elimination of non-essential virulence genes. Nevertheless, the critical step in this process was the removal of all the structural genes, which were provided in a separate expression plasmid. Co-transfection of the plasmid encoding the largely defective virus genome (transfer vector) with the plasmids encoding the structural genes (packaging plasmid) and an envelope glycoprotein (envelope plasmid) results in the release of virus-like particles carrying the defective genome [20, 21] (Figure 3) . One of the most widely used envelope glycoproteins to pseudotype lentivectors is the vesicular stomatitis virus G glycoprotein (VSV-G). Pseudotyping with this pantropic envelope confers a wide species and cell type tropism to lentivectors, which facilitates their application in research and gene therapy [20] [21] [22] [23] . Figure 2 . Retroviral life cycle. In this figure the main steps in the retrovirus life cycle are schematically depicted. On top the retrovirus particle engages with the cellular receptor on the cell membrane (indicated as -R‖). After receptor engagement, the virus enters the cell directly by membrane fusion (indicated as -Direct fusion‖), or following receptor-mediated endocytosis and membrane fusion (indicated as -Endocytosis and fusion‖). The internal core is released (-Core release‖) and the RNA within the core is reverse-transcribed, generating a single cDNA copy (-Reverse transcription‖). In the case of lentiviruses, the whole core containing the cDNA is actively delivered to the nucleus (-Transport‖) and integrated in the cell chromosomes (-Provirus integration‖). The virus utilises the host cell transcriptional machinery to ensure production of its own mRNA and its translation in the cytoplasm. The newly synthesized virus proteins will encapsidate a full-length genome RNA copy and assemble into new virus particles. These newly-formed viral particles will exit the cell and spread to neighbouring cells.
Lentivectors have been steadily improved over time to increase both their efficiency and biosafety. In the second generation lentivectors, the packaging plasmid encodes gag-pol, rev and tat, but lacks the rest of viral accessory genes (vif, vpr, vpu, nef) [24] . Rev and tat are still included to control splicing and effective lentivector genome transcription in producer cell lines from the HIV-1 promoter ( Figure 3A ). The 3rd generation lentivectors are safer as they are rev and tat-independent. This independence was achieved through the replacement of the HIV-1 U3 region by a strong constitutive promoter, such as human early-intermediate cytomegalovirus (CMV) or Rous sarcoma virus (RSV) promoters ( Figure 3B ).
Further improvements were introduced in these vectors by making them self-inactivating ( Figure 3C ). This was achieved by the removal of a large part of the 3' U3 region containing transcriptional enhancers [25] ( Figure 3C ). Thus, after reverse transcription and integration, the -enhancerless‖ 3' LTR is duplicated at the provirus 5' end. In this way, the defective LTR does not act as a promoter and only the internal expression cassette in the integrated provirus is transcriptionally active. The elimination of all these virus elements theoretically reduces potential recombination with other retroviruses or retrovirus-like elements that could reconstitute an infectious HIV-like retrovirus. The second generation lentivector system consists of the three plasmids schematically shown in the figure. The packaging and the envelope plasmids contain a strong constitutive promoter such as cytomegalovirus promoter (CMV), which controls the expression of structural/enzymatic HIV-1 proteins required for lentivector assembly and reverse transcription/integration (structural plasmid), or expression of the envelope glycoprotein VSV-G for vector pseudotyping (envelope plasmid). The transfer vector plasmid encodes a defective HIV-genome, lacking all the genes provided by the packaging plasmid. In this figure the transfer vector contains the two long-terminal repeats (U3-R-U5) and an expression cassette. This cassette is made of an internal promoter of choice controlling the expression of the gene of interest. The packaging signal is represented as  and the rev response element as RRE. Of note, this system is rev and tat-dependent (see packaging plasmid). (B) The third generation lentivector system is schematically depicted. This is similar to the second generation system but the rev and tat genes have been removed from the packaging plasmid. Thus, in this system, the transfer genome is controlled under the transcriptional activity of a strong constitutive promoter such as cytomegalovirus promoter (CMV) by the replacement of the 5' HIV U3 region. (C) Further improvements on lentivector biosafety and performance are schematically highlighted in this figure by stars. These include the addition of the central polypurine flap (cPPT), the woodchuck post-transcriptional regulatory element (WPRE), and the removal of enhancers from the 3' HIV U3, generating self-inactivating lentivectors (ΔEnh). Nonintegrating lentivectors can also be engineered by for example introducing point mutations and deletions within the integrase attachment sites in the 5' U3 region of the transfer vector plasmid, or in the integrase itself, to render it non-functional. Non-integrating lentivectors remain in the nucleus as episomes. Based on the characteristics of their natural counterparts, lentivectors possess several advantages over other viral-based gene transfer vectors. Lentivectors can effectively transduce a wide range of cell types, irrespective of their division status [14, 20] . VSV-G-pseudotyped lentivectors are fairly structurally stable, rendering relatively high titers. Lentivectors lead to prolonged transgene expression due to stable genome integration within transcriptionally active chromatin sites [26] . Of note, lentivectors induce less anti-vector immunity than other viral vectors [27] [28] [29] , which is important for their use as tolerogenic gene therapy agents or for their repeated use in vaccination [30] [31] [32] . Nevertheless, they still possess significant T cell adjuvant activities compared to other vectors, possibly by providing TLR ligands to professional antigen presenting cells such as conventional and plasmacytoid dendritic cells [33] [34] [35] [36] . In some cases, part of their adjuvant capacities have been ascribed to contaminants present in poorly purified lentivector stocks [37] . Importantly, there is increasing evidence suggesting that they are less genotoxic than retroviral vectors, justifying the replacement of retrovirus vectors by lentivectors [38] [39] [40] [41] . However, this last point is still controversial and has to be fully clarified before routine use in human therapy [26, [42] [43] [44] [45] [46] [47] [48] .
Lentivectors in Cancer Immunotherapy
Lentivectors pose several advantages that make them suitable for their application in immunotherapy, whether to raise immune responses against cancer/infectious diseases or to treat auto-immunity where the immune response needs to be suppressed. In general terms, lentivectors can be targeted to specific cell types in vivo. For example the choice of promoters inserted into the transfer plasmid can lead to gene expression in a cell-specific manner, constitutively or upon induction [1] . Pseudotyping with envelope glycoproteins derived from a wide range of virus species can lead to preferential transduction of specific cell types [49, 50] . Alternatively, antibodies can be incorporated within the lentivector envelope membrane so that specific antigens expressed by target cell types can be bound by these antibodies, favouring lentivector transduction [1, 51, 52] .
In the case of cancer immunotherapy, establishment of potent and long-lasting CD8 T cell immunity is critical for the eradication of tumours and the elimination of metastases. Interestingly, viral vectors are amongst the most potent and efficient tools to raise strong T cell responses, possibly due to their inherent adjuvant capacities [29, 53] . This is particularly the case for virus vectors based on adenoviruses and poxviruses, for example. So far, the efficacy of cancer immunotherapy has been limited by two major stumbling blocks; natural tolerance towards TAAs (tumour-associated antigens) and the strongly immunosuppressive tumour microenvironment. As a matter of fact, it has to be noted that in general terms cancer immunotherapy is largely inefficient, possibly due to the strongly immunosuppressive tumour environment. Interestingly, this observation might be extended to routine vaccination procedures as a recent study has demonstrated that anti-tumour vaccines containing TAAs and incomplete Freund's adjuvant (IFA) are ineffective by sequestration and deletion of TAA-specific T cells at the vaccination site [54] . This phenomenon was clearly independent from cancer-induced immunosuppression, but was mainly caused by the strong pro-inflammatory effects of IFA. TAA-IFA deposits at the site of injection effectively expanded TAA-specific CD8 T cells, but they were sequestered at the antigen deposit sites losing their cytotoxic activities [54] . TAA delivery alone did not form these antigen deposits, but it failed to raise a strong enough cytotoxic T cell (CTL) response for tumour eradication. This study has significant implications for human cancer immunotherapy as IFA analogs are frequently used as adjuvants in vaccination. Consequently, TAAs should be delivered in an appropriate way to prevent T cell sequestration and inactivation [54] . We propose that lentivector vaccines would represent a better option. Firstly, lentivector transduction at the injection site does not produce antigen deposits but stably transduces cells leading to relatively long-term transgene expression. These transgenes can be efficiently processed for class I (and class II in the case of antigen presenting cell transduction) antigen presentation, so that the particular HLA (human leukocyte antigen) type of the patient would not be necessary for the TAA design. Unmodified full-length TAAs can be expressed in professional antigen presenting cells (APCs), which will process them to provide the appropriate peptide epitopes [55] . Alternatively, mutations can also be introduced in these TAAs to enhance effector T cell activation, although a previous identification of the antigen peptide epitopes would be desirable [4, 56] . Lentivector delivery could be targeted either to the tumour itself, or specifically to APCs such as dendritic cells (DCs). Intratumour delivery or injection close by would ensure that all CTLs are activated at the tumour site rather than at the vaccination site.
Genetic Modification of T Cells for Adoptive Cell Immunotherapy
Successful cancer immunotherapy needs to tackle two major issues. The first is to effectively prime TAA-specific effector CD8 T cells, and the second is to counteract tumour-induced immunosuppression that inhibits the activity of anti-tumour T cells. Genetic cancer immunotherapy is therefore targeted towards two main immune cell types; CTLs as the main anti-tumour effector cells, and DCs as key T cell activators. In the first case, gene therapy aims at generating CTLs with TAA-specific T cell receptors (TCRs) exhibiting high affinities. It has to be noted that endogenous TAA-specific T cells frequently express low-affinity TCRs as the high-affinity autoreactive T cells are removed by clonal deletion in the thymus or differentiated into natural regulatory T cells (nTregs). Thus, an attractive strategy is the introduction of high-affinity TAA-specific TCRs or chimeric antigen receptors (CARs) to effector T cells (Figure 4 ). This can be achieved by transducing T cells with either retrovirus vectors or lentivectors. While resting T cells are more resistant to transduction than DCs [57, 58] their modification still remains a very effective treatment option [59] . This can be easily accomplished by their in vitro activation, genetic modification, and expansion before transfer to patients [60, 61] . Briefly, tumour-reactive TCRs can be isolated from patients possessing highly reactive T cells that can recognize and kill tumor cells [62, 63] . The isolated TCR α and β chains are cloned into the virus vectors and genetically introduced into autologous T cells from patients, which can then be expanded and adoptively transferred back to the patient [58, 60, 61] . These TCR-modified T cells are capable of expanding upon antigen encounter and lysing specific tumour cells. Of note, in many instances the selected T cell clones exhibiting TAA-specific TCRs still exhibit low antigen affinities and further protein engineering steps have to be undertaken to improve their performance [63] . Even so, these T cells are still subjected to the strong tumour-induced immunosuppressive environment. Other disadvantages remain as TCR-engineered lymphocytes are still restricted to only one specific HLA type and that only one tumour antigen is targeted [63] . A significant chance of selection of cancer variants that have lost the targeted antigen expression or down-modulated MHC (major histocompatibility complex) molecules remains [64] . To overcome some of these problems, CARs (chimeric antigen receptors) have been developed, in which a TAA-binding domain of an antibody is fused to intracellular T cell signaling domains, such as CD3 chains [65] . This strategy might be more therapeutically attractive because antibodies exhibit higher affinities for the target peptides than TCRs. In addition, they recognize antigens in a non-MHC-restricted manner [65] . Other than that, their application in human therapy is fairly similar to that of TCR-engineered T cells. Importantly, they are still subject to inactivation by tumour-induced immune suppression.
The use of vectors expressing high-affinity TCRs/CARs and their adoptive transfer into human patients is already being applied in several clinical trials. Some of these TCRs have been isolated from patients undergoing remission and are specific towards human antigens such as NY-ESO and MELAN-A [66] . In the past few years these strategies have exhibited some clinical efficacy in different cancer types, such as melanoma [10] , lymphoma [67, 68] , colorectal cancer [69] , and neuroblastoma [63, 70] . Even so, several challenges still remain to be solved in immunotherapy with gene-modified T cells. On-target/off-tumour toxicity has been a major issue, especially in earlier clinical trials [10, 71] , as well as poor persistence of adoptively transferred T cells. These problems are mainly caused by the need of their activation and maturation ex vivo before their adoptive transfer [58] and secondly by immune responses against CAR-modified T cells themselves [72, 73] . Of note, none of these clinical trials used lentivectors to [74] . A recent clinical trial using lentivectors to deliver CARs to T cells in patients with advanced leukemia has proven successful. In this case, a CAR directed against CD19 containing the CD137 co-stimulatory domain and TCR ζ chain was expressed by adoptively transferred autologous T cells. The subsequent T cell responses caused complete remission in 2 of 3 patients. There were no acute toxic effects and the only serious adverse events were tumour lysis syndrome and lymphopenia [75, 76] .
Genetic Modification of DCs for Cancer Immunotherapy
While CTLs represent important targets for cancer immunotherapy, professional APCs such as DCs are key regulators of immunity, including the activation and expansion of antigen-specific T cells. As DCs are the key APCs that regulate both immunity and tolerance they represent an exceptionally good target for immunotherapy [1] . DCs are especially efficient at antigen uptake, processing, and presentation in MHC class I and class II molecules to T cells. Once DCs have taken up and processed antigens, particularly in the context of inflammation, they undergo maturation by up-regulating co-stimulatory molecules and secretion of strong pro-inflammatory cytokines and chemokines. Maturing DCs migrate to secondary lymphoid organs such as draining lymph nodes, where they stimulate naï ve and antigen-experienced T cells. According to the -three signal hypothesis‖, T cells need to receive three activatory signals during antigen presentation. DCs are particularly efficient at providing these three signals for the induction of potent T cell responses [77] (Figure 5 ). The first signal is the recognition of the peptide-MHC complex by the TCR but this signal is not sufficient for effector T cell induction. The second signal is the integration of a wide variety of signals derived from the interaction of positive and negative co-stimulatory molecules on the surface of DCs with their corresponding ligands on T cells. An example for a co-stimulatory interaction is the binding of CD80 with its ligand CD28 on DCs and T cells, respectively, and a co-inhibitory interaction could be provided by the binding between CD80 to CTLA-4 or PD-L1 to PD-1 [78] . The integration of positive and negative co-stimulatory signals determines whether the T cell will get activated and to what degree, or whether it will undergo anergy, apoptosis, or regulatory T cell differentiation. The third signal determines the type of T cell response and is induced by the combination of cytokines present during antigen presentation, particularly those that the DC secretes in the immunological synapse [77] . DCs modified with lentivectors can effectively provide these three signals; an encoded antigen of interest and selected immunomodulatory genes that can modify the maturation phenotype of DCs and induce pro-inflammatory cytokine secretion [52] . This is the case for NF-kB or p38 activators [64, [79] [80] [81] . This is key for cancer immunotherapy, as a strong CD8 response is desired. The expressed transgene is readily processed by transduced DCs and the peptides loaded onto MHCI and II molecules. Including the whole transgene within the lentivector vaccine rather than peptides ensures that the corresponding correct peptide antigens are loaded without the need of designing them for specific MHC genotypes [82] .
Lentiviral vectors, in contrast to other retroviral vectors, are capable of transducing non-dividing cells such as DCs [14, 21] . In addition, they have been reported to be more effective in human and mouse DC transduction than adenovirus-based vectors [33, 83] . Importantly, DC transduction does not impair their capacity to stimulate T cell responses [28, 84, 85] but efficiently stimulate antigen-specific CTL responses [86] [87] [88] [89] . In contrast, other viral vectors such as those based on adenoviruses, affect both the viability and antigen-presenting capabilities of modified DCs [18, 28, 53] . In fact, lentivectors induce prolonged in vivo antigen presentation in mouse models for up to three weeks [28] . This correlated with increased potency and prolonged CTL responses.
The antigen presentation capabilities of DCs depend on their maturation status, and their ex vivo lentivector transduction at low multiplicities does not induce the level of phenotypic maturation required for therapeutic efficacy. However, this is clearly not the case in vivo, where lentivectors activate and mature myeloid and plasmacytoid DCs [35, 36] . This is a desirable characteristic, especially for cancer immunotherapy where immunological tolerance towards endogenous TAAs needs to be overcome. Lentivectors have been used to deliver molecular activators to DCs, leading to their proper activation while ensuring TAA presentation to naï ve T cells. Several molecules and pathways have been targeted so far in this way, e.g., through over-expression of adaptor molecules associated with toll-like receptor (TLR) cytoplasmic tails [90] , activators of the NF-kB pathway [79, [91] [92] [93] [94] , and mitogen-activated protein kinases (MAPKs) [55, 64, 80, 88] . Interestingly, matured DCs also up-regulate the surface expression of negative co-stimulatory molecules, such as PD-L1 and PD-L2. This upregulation is a physiological negative feedback mechanism to terminate inflammation and T cell responses after the initial immune response. Consequently, lentivector-mediated PD-L1 silencing in DCs hyperactivates T cells and confers enhanced anti-tumour immunity in mice when combined with MAPK modulators, such as a constitutively active MKK6 mutant, or a MEK1 dominant-negative mutant [80, 88] .
Immunization of mice using ex vivo transduced DCs can induce lentivector-encoded TAA-specific T cell responses [83, 86, 88] and is capable of preventing tumour growth [85, 88] . This strategy is already being applied in human immunotherapy and it involves isolation of peripheral blood monocytes and ex vivo differentiation of patient-specific DCs. Isolated DCs are genetically modified or loaded with TAA antigens. This is a fairly expensive procedure and direct lentivector application could be a less expensive alternative as lentivectors are capable of transducing DCs in vivo. Several studies have shown that DCs are efficiently transduced by lentivectors when administered by direct vaccination [95, 96] and might even be more effective than DC adoptive transfer immunization [33] . Direct lentivector vaccination induces the development of memory T cells and leads to immune responses that are less dependent on CD4 T helper 1 responses for effective primary and memory CTL responses [96] [97] [98] . Another factor to take into consideration and that could explain the higher efficiency of direct immunization is that while DCs are the key APCs, lentivectors also transduce a large number of non-immune cells at the injection site [33, 36, 96, 99] . Most studies disregard the effects of transgene expression by non-immune cells such as fibroblasts or endothelial cells. However, these cell types can also be activated by TLR ligands and present antigens both in class I and class II MHC molecules in the presence of strong pro-inflammatory cytokines such as IFN- and TNF- [100] . Several elegant studies have shown that transgene expression by professional APCs is required for lentivector immunogenicity [101] [102] [103] . However, this might not be the case when expressing modulators of signaling pathways or pro-inflammatory cytokines. The expression of these molecules even in non-immune cells might have important consequences for anti-cancer immune responses. In addition, the surrounding tissue of the tumour environment also plays a role in driving inflammation and amplifying immune responses [36] . It might therefore be important to not only target DCs but also the surrounding tissue to elicit strong TAA-specific CTL responses. In summary, direct vaccination with lentiviral vectors can induce strong CD8 effector and memory responses that can be used for enhancing cancer immunotherapy.
Myeloid-Derived Suppressor Cells. A New Target for Lentivector Immunotherapy?
While DCs and T cells are the main targets of cancer immunotherapy a -new‖ cell type emerges as a key therapeutic target, the myeloid-derived suppressor cell (MDSC). MDSCs are a heterogeneous group of myeloid-derived cells that acquire strong immunosuppressive activities in a high tumour burden environment [104] [105] [106] . This results in a strong systemic immunosuppression that compromises the overall health of the cancer patient. The patient is thereby rendered highly susceptible to opportunistic infections and several other complications. MDSCs can inhibit T cell activities at several levels, through antigen-specific and non-specific mechanisms. As MDSCs hamper CTL responses they represent a good target to significantly boost anti-tumour immune responses by counteracting their functions. MDSCs have been shown to exhibit a relatively high plasticity and it has been reported that pro-inflammatory cytokines can convert them into APCs [104, 105] . This property makes them attractive targets for gene modification by lentivectors, to induce their differentiation into efficient APCs and overcome their suppressive activities.
Clinical Feasibility
As mentioned earlier, the first -successful‖ clinical trial with retroviral vectors was performed in the 2000s and while curing X-SCID, they caused leukemia in some of the treated children due to insertional mutagenesis [107] . There is increasing experimental evidence that lentivectors may be safer and less mutagenic than retroviral vectors [40, 108] . Moreover, the list of gene therapy models in which lentivectors are used as gene carriers is constantly increasing [1] . Two main problems have been associated with viral vector-mediated gene therapy, as highlighted in the retroviral clinical trials. These problems are the potential generation of replication-competent vectors and the oncogenic potential through insertional mutagenesis and genetic instability. The development of different generations of lentivectors ( Figure 3 ) and safety improvements ensure that lentivectors will continue to improve as therapeutic products. The 3rd generation of lentivectors is devoid of any viral protein encoding sequences and contains self-inactivating LTR promoters, which increases their safety and decreases their immunogenicity. It was also reported that lentiviral vectors, in contrast to -retroviral vectors, possess a lower oncogenic potential as they do not preferentially insert close to oncogenes or cell cycle genes. In fact, some studies have shown that they do not accelerate tumour growth in tumour-prone mice [108] . However, there is also experimental evidence showing that lentivector integration alters gene regulation and leads to aberrant splicing events [109] . Therefore, non-integrating lentivectors have been developed as a safer alternative. A mutated form of integrase prevents the lentivector genome from integrating into the host genome. Cells can be targeted with these vectors and lead to prolongued transgene expression as long as the target cells do not divide after transduction [53, 110] . Non-integrating lentivectors can in fact transduce DCs, drive their maturation, and stimulate their antigen-presenting capabilities to launch strong immune responses against the antigens of interest [81] . These non-integrating lentivectors have been shown to induce potent and long-lasting immunity in mice in cancer and infectious models [81, 111, 112] . [114] adoptively transferred transduced T cells in HIV patients. So far, no sign of insertional mutagenesis or development of replication-competent viruses arising from recombination between the therapeutic lentivector with the endogenous HIV-1 have been observed [113] . This clinical trial was a success from the safety as well as from the therapeutic point of view. Four out of five patients showed clearly improved immune function [114, 115] . Recently, the first successful human clinical trials for the correction of -thalassaemia and X-linked adrenoleukodystrophy have been reported. In these trials, hematopoietic stem cells were transduced ex vivo and adoptively transferred to patients [116, 117] . Additionally, the first successful immunotherapy clinical trial using lentivectors has been completed in patients with advanced leukemia. As already discussed above, adoptive transfer of T cells expressing a CAR containing the CD137 co-stimulatory domain and TCR ζ chain caused complete remission in two of three patients [75, 76] .
Lentivector gene therapy has been shown to be safe so far and feasible albeit still costly. Adoptive cell transfer is very costly and patient-specific. Therefore, at least to induce immunization against infectious diseases and cancer, direct vaccination with lentivectors could be used as an alternative. However, treatment with clinical-grade lentiviral vectors for clinical use remains costly but will surely improve in the future. 
Conclusions and Future Perspectives
Immunotherapeutic strategies directed towards infectious diseases have been rather successful through vaccination with attenuated pathogen strains, or with recombinant protein vaccines. But cancer is a fiercer opponent as strong endogenous tolerogenic mechanisms towards TAAs have to be broken.
Several clinical trials have shown therapeutic efficacy in human gene therapy and immunotherapy. HIV-1-based lentivectors overcome several of the problems caused by retroviral vectors, resulting in improved biosafety and performance. Therefore, there is a tendency nowadays to substitute retroviral vectors by lentivectors in experimental models and clinical applications. Lentivectors are effective at inducing potent and long-lasting cellular and humoral immune responses and induce protective tumour immunity in mice [28, 88, 118] . They have recently shown clinical efficacy for the treatment of cancer and HIV in humans [75, 76, 114] . Their efficacy at raising potent immune responses may in part be due to their capability of transducing non-dividing cells, particularly DCs, which are the key APCs and master regulators of innate and adaptive immunity. Not only do lentivectors transduce DCs but they also ensure the persistent expression of the desired antigen, which leads to efficient priming of effector T cell functions. Besides DCs, other cells of the immune system can be targeted by lentivectors ex vivo for adoptive cell transfer or in vivo through direct vaccination. Many promising studies have been done introducing TCRs or CARs into T cells but in the future MDSCs could represent another important target for lentivector-based cancer immunotherapy.
The costs of adoptive transfer of transduced immune cells as well as the production of clinical-grade lentivectors still remain a general hurdle. However, with their increased application and/or replacement with direct vaccination strategies the costs will decrease in the future and make lentivector gene therapy more accessible for biomedical applications.
